unambiguous and had a q score >20. For preassembled genomes available from public databases, we used whole-genome alignment with reference to the N315 genome by using the show-snps utility of NUCmer (http://mummer.sourceforge.net). We created phylogenetic datasets by combining results of both SNP calling techniques above. We excluded potentially repeated regions from the reference genome that had >80% nucleotide similarity over 100 bp on the basis of BLAST Page 2 of 11 (http://blast.ncbi.nlm.nih.gov/Blast.cgi) of the genome against itself. All locations in the genome annotated as mobile genetic elements were also excluded.
Phylogenetic Methods
Maximum-likelihood phylogenies were constructed by using the POSIX-threads version of RAxML v8.0.19 (3) . For SNP data, we used an ascertainment bias correction and a general time-reversible substitution model accounting for among-site rate heterogeneity by using the gamma distribution and 4 rate categories (ASC_GTRGAMMA model) for 100 individual searches with maximum parsimony random-addition starting trees. Node support was evaluated with 1,000 nonparametric bootstrap pseudoreplicates and filtering the optimal maximum-likelihood tree through the bootstrap trees so that node support values shown indicate the percentage proportion of bootstrap trees that contained a given internode branch.
Peptidoglycan Precursor and Cell Wall Analyses
Extraction of peptidoglycan precursors was performed as described (4) .
Separation of precursors by reversed-phase, high-performance liquid chromatography was conducted by using a C18 column (Nucleosil 4.6 × 250 mm; Macherey-Nagel, Hoerdt, France). Peaks were collected and precursors were identified by mass spectrometry (Qstar Pulsar I; Applied Biosystems, Courtaboeuf, France) (4). The peptide moiety of the precursors was sequenced by tandem mass spectrometry (4) . Relative abundance of precursors was estimated by the percentage of the integrate peak area at 262 nm. Peptidoglycan was prepared as described (5) , and covalently attached proteins were removed from peptidoglycan by digestion with pronase and trypsin. Muropeptides were obtained by digestion with lysozyme and mutanolysin. The ether bond internal to Nacetylmuramic acid was cleaved with 3% ammonia, and the resulting lactoyl peptides were separated by reversed-phase, high-performance liquid chromatography for sequencing by tandem mass spectrometry (Qstar Pulsar I). 
